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Objective: Bisphosphonates are considered potential disease modifying osteoarthritis (OA) agents. The
present study investigated the efﬁcacy of pre-emptive, early, and delayed alendronate (ALN) treatment
initiation on subchondral trabecular bone and cartilage in low-dose monosodium iodoacetate (MIA)-
induced knee OA in rats.
Methods:Male rats received pre-emptive (n¼ 12, day 0eend ofweek2), early (n¼ 12, end ofweek2eendof
week 6), or delayed (n¼ 12, end of week 6eend of week 10) ALN treatment (30 mg/kg/week). Pre-emptive
ALN-treated rats were scanned using in vivo micro-computed tomography (micro-CT) after 2 weeks and
then sacriﬁced, early ALN-treated rats were scanned after 2 and 6 weeks and sacriﬁced, and the delayed
ALN-treated rats were scanned after 2, 6, and 10weeks of OA induction and sacriﬁced. After sacriﬁce, bone
histomorphometry and histology of the tibia and biomarker analyses were undertaken. Changes in hind
limb weight-bearing were assessed from day 1 until day 14.
Results: MIA-induced pathological features similar to progressive human OA in the cartilage and sub-
chondral bone. Pre-emptive ALN treatment preserved subchondral trabecular bone microarchitecture,
prevented bone loss, decreased bone turnover and joint discomfort. Pre-emptive ALN treatment had
moderate effects on cartilage degradation. Early and delayed ALN treatments prevented loss of trabeculae
and decreased bone turnover, but had no signiﬁcant effect on cartilage degradation.
Conclusion: ALN prevented increased bone turnover and preserved the structural integrity of subchondral
bone in experimental OA. The time point of treatment initiation is crucial for treating OA. Treating both
the subchondral bone and cartilage in OA would be clinically more beneﬁcial.
 2013 Osteoarthritis Research Society International. Published by Elsevier Ltd. All rights reserved.Introduction
Osteoarthritis (OA) is characterised mainly by loss of articular
cartilage and altered subchondral bone remodelling1. Numerous
important transformations occur in the subchondral bone during
the initiation and progression of OA, such as increased subchondral: G. Mohan, Bone and Joint
aide, SA 5000, Australia. Tel:
du.au (G.Mohan), egon.perilli@
.sa.gov.au (I.H. Parkinson),
nick.fazzalari@adelaide.edu.au
aba).
s Research Society International. Pbone remodelling2, leading to hypomineralisation with greater
amounts of osteoid, and reduced mechanical properties3. Repeated
loading of the subchondral bone with altered chemical and me-
chanical properties results in the progression of OA4. Despite the
explosion of information regarding OA pathology, the mechanism
of OA initiation and progression remains incompletely understood
and currently there is no cure for OA.
Bisphosphonatesarepotent inhibitors of bone resorptionandbone
turnover. Clinically, bisphosphonates are used in the treatment of
osteoporosis, Paget’s disease, hypercalcaemia, andmetastatic cancer5.
Recent pre-clinical studies and clinical trials have shown that
bisphosphonates could be used as potential disease modifying OA
drugs due to their ability to suppress increased bone turnover.ublished by Elsevier Ltd. All rights reserved.
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clinical trials, alendronate (ALN), a potent nitrogen containing bisphos
phonate, has been shown to prevent subchondral bone lesions and
reduce knee pain; however, it did not prevent progression of OA9. In
another study, ALN decreased spinal osteophyte progression in
women with vertebral fractures, despite it not showing a signiﬁcant
improvement in spinal disc space narrowing10. However, in those
human OA studies, efﬁcacy of ALN was assessed with the treatment
mostly initiated at advanced stages of OA. On the other hand, in pre-
clinical studies, ALN treatment initiated either from a few days
before OA induction or from the day of OA induction, has been shown
to protect cartilage and inhibit altered bone remodelling11e14.
Previously, we have demonstrated that a low-dose (0.2 mg)
monosodium iodoacetate (MIA)-induced OA rat model mimics
important pathologic features of progressive human OA in a timely
manner15. This OA rat model is suitable for monitoring disease
progression using in vivo 3D micro-computed tomography (micro-
CT). In a study using high-dose (1 mg) MIA-induced OA rat model, it
has been shown that pre-emptive zoledronate treatment prevented
decrease of subchondral bone mineral density (BMD), whereas
delayed treatment reduced its efﬁcacy16. That study assessed BMD
by using dual energy X-ray absorptiometry, which gives bone
quantity measures from planar projections of the underlying three-
dimensional (3D) bone structure. However, the effect of
bisphosphonate treatment on subchondral trabecular bone micro-
architecture in the MIA-induced OA rat model in particular, with
treatment initiated at different stages of the disease, has not yet
been investigated using 3Dmethods in vivo, such as high-resolution
in vivo micro-CT. It is important to investigate the effect of the time
point (pre-emptive, early, and delayed) of bisphosphonate-treat-
ment initiation on the subchondral trabecular bone micro-
architecture, which plays an important role in determining bone
strength17,18. Moreover, in vivo micro-CT has the added advantage
for monitoring disease progression in the same animal over time.
The purpose of this study was to use the low-dose MIA-induced
OA rat model to test the hypothesis that the efﬁcacy of ALN on
subchondral 3D microarchitecture decreases with delayed treat-
ment, using in vivo micro-CT. We also assessed the efﬁcacy of ALN
on cartilage and subchondral trabecular bone turnover, and joint
discomfort in this animal model at different time points of treat-
ment initiation.
Materials and methods
Animals and OA induction
Eighty-four 8-week-old male Wistar ratsz230 g (ARC, Canning
Vale, WA, Australia), were kept in a sanitary ventilated animal room
(12-h lightedark cycle) with food andwater available ad libitum. The
rats were divided into three groups: OA (n ¼ 36), ALN (n ¼ 36), and
control (n ¼ 12). On day 0, all the rats were anaesthetized with iso-
ﬂurane and OAwas induced (OA and ALN group) by injecting 0.2 mg
MIA in the rat’s right knee joint as described previously15. The left
contralateral control knee was injected with sterile saline. The con-
trol rats received a single sterile saline injection in the right knee.
ALN treatment
ALN was administered as twice-weekly subcutaneous injections
at a dosage of 15 mg/kg. The ALN solution was made by dissolving
one tablet of ALN sodium (Fosamax 40 mg, MSD, South Granville,
NSW, Australia) in 100 ml of sterile water and then diluted with
sterile physiologic saline to appropriate concentrations to obtain
the required dose as above. The ALN treatment regime was as
follows:1. Pre-emptive ALN treatment e from day 0 to end of week 2.
2. Early ALN treatment e from end of week 2 (day 14) to end of
week 6.
3. Delayed ALN treatmente from end of week 6 (day 42) to end of
week 10.
The hind limbs of all the rats were imaged with high-resolution
in vivo micro-CT. The ﬁrst subgroup of rats from the OA (n ¼ 12),
pre-emptive ALN treatment (n ¼ 12) and control groups (n ¼ 4)
were scanned after 2 weeks and sacriﬁced. The second subgroup of
rats from the OA (n ¼ 12), early ALN treatment (n ¼ 12) and control
groups (n ¼ 4) were scanned after 2 and 6 weeks, and sacriﬁced.
The third subgroup of rats from the OA (n ¼ 12), delayed ALN
treatment (n¼ 12) and control groups (n¼ 4) were scanned after 2,
6, and 10 weeks, and sacriﬁced.
Double-ﬂuorescent labelling of newly formed bone was ach-
ieved by intraperitoneal injections of calcein and xylenol orange
(5 mg/kg, 90 mg/kg body weight respectively; SigmaeAldrich,
Sydney, NSW, Australia), 7 and 2 days before sacriﬁce. All pro-
cedures were approved by The University of Adelaide Animal Ethics
Committee and The Institute of Medical and Veterinary Science
Animal Ethics Committee.
In vivo micro-CT analysis
In vivo micro-CT imaging was performed using a Skyscan 1076
(Skyscan, Kontich, Belgium) as described previously15,19. Brieﬂy,
each rat was anaesthetized with isoﬂurane and the right and left
knees (scanning ﬁeld of view centred on the proximal tibia) were
scanned separately using the following scanner settings: X-ray
source voltage 60 kVp, current 100 mA, a 1-mm thick aluminum
ﬁlter, 1 frame averaging, 8.7 mm pixel size, 4.7 s of exposure time,
and a rotation step was 0.8, with rotation over 19715,19. Each scan
lasted for 20 min during which the rat was under isoﬂurane
anaesthesia. The cross-sectional images were reconstructed using a
ﬁltered back-projection algorithm (NRecon, V 1.4.4, Skyscan, Kon-
tich, Belgium).
On the stack of reconstructed micro-CT cross-section images,
manual regions of interest (ROIs) were drawn in the sub-
chondral trabecular bone for the medial and lateral tibial
plateau, for both the right and left knees (software CT Analyser,
V 1.8.05, Skyscan, Kontich, Belgium)15. The volume of interest
(VOI) included the tibial subchondral trabecular bone (below
the subchondral plate, extending distally towards the growth
plate) excluding both the cortical bone and growth plate inter-
face. The following 3D morphometric parameters were calcu-
lated for the medial, lateral, and total (¼medial þ lateral) VOI of
subchondral trabecular bone (software CT Analyser, Skyscan):
bone volume (BV), bone volume fraction (BV/TV), trabecular
thickness (Tb.Th), trabecular separation (Tb.Sp) and trabecular
number (Tb.N).
Hind limb weight-bearing (HLWB) assessment
HLWB of the rats from the control, OA and early ALN groups was
measured using an incapacitance tester (Bioseb, Chaville, France).
The percentage weight borne on the MIA-injected limbwas used as
an index of joint discomfort in OA20,21. Brieﬂy, the rats were posi-
tioned to stand on their hind paws in an angled (65 from hori-
zontal) plexiglass box placed above the incapacitance tester so that
each hind paw rested on a separate force plate. The force (g) exerted
by each limb was measured. Three consecutive 5-s readings were
taken and averaged to obtain the mean score20,21. The percent
weight borne on the MIA-injected limb was determined as
described by Pomonis et al.21
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After sacriﬁce at 2, 6, and 10 weeks, the tibiae (n ¼ 6 for each
subgroup within the OA and the ALN treatment group and n¼ 2 for
each subgroupwithin the control group) were dissected, ﬁxed in 4%
paraformaldehyde, decalciﬁed, and embedded in parafﬁn. Three
coronal sections (5 mm thick, 100 mm apart) were stained with
Safranin O/fast green22. The sections were observed for OA-like
features and the Osteoarthritis Research Society International
(OARSI) scoring method was used to grade and stage tibial
cartilage23.
The remaining tibiae (n¼ 6 for each subgroupwithin the OA and
the ALN treatment group and n ¼ 2 for each subgroup within the
control group) were ﬁxed in 70% ethanol, dehydrated through a
graded series of ethanol and embedded in methyl methacrylate.Fig. 1. Effect of pre-emptive ALN treatment on tibial subchondral trabecular bone after 2 w
knee from the OA and the ALN groups and the right knee of the control group are shown.
***P < 0.0001.The amount of label incorporation in the tibial subchondral
trabecular bone was measured in two unstained sections (5 mm
thick, 100 mm apart) under epi-ﬂuorescence and the mineral
apposition rate (MAR) was calculated as described by Frost.24
Serum COMP, CTX-I and urine CTX-II analysis
Fasting blood specimens were obtained from all the rats at
baseline, 2, 6, and 10 weeks after OA induction for repeated mea-
surement of serum cartilage oligomeric matrix protein (COMP e
cartilage turnover marker), and C-terminal telopeptide of collagen
type I (CTX-I e bone turnover marker). A morning spot urine
sample was collected from all the rats after 2, 6, and 10 weeks of OA
induction for urinary C-terminal telopeptide of collagen type II
(CTX-II e cartilage turnover marker) analysis. The samples wereeeks of ALN treatment initiation. Histomorphometric parameters of the MIA-injected
Results are reported as mean  95% conﬁdence intervals. *P < 0.05, **P < 0.001, and
G. Mohan et al. / Osteoarthritis and Cartilage 21 (2013) 1595e16041598collected and frozen in aliquots at 80C. Assays for serum COMP
(Animal COMP ELISA, MD Bioproducts, St. Paul, MN, USA), CTX-I
(IDS RatLaps ELISA, Fountain Hills, AZ, USA) and urinary CTX-II
(IDS Urine pre-clinical Cartilaps ELISA kit, Fountain Hills, AZ, USA)
were performed according to the manufacturers’ instructions. Each
measurement for urinary CTX-II was normalized to urinary
creatinine.
Statistical analysis
For histomorphometric parameters repeated measures two-way
analysis of variance (ANOVA) was applied to determine the “time
effect” and “time by group interaction effect”. If F-values for a given
variable were found to be signiﬁcant, a paired t-test was applied, to
assess the changes between theMIA-injected knee and contralateralFig. 2. Effect of early ALN treatment (started 2 weeks after OA induction) on tibial subchond
OA and the ALN groups and the right knee of the control group are shown. Results are repor
*P < 0.05, **P < 0.001, and ***P < 0.0001.control knee. The P-values were adjusted for repeated comparisons
byHolm’s Bonferroni stepdownprocedure25. A comparisonbetween
groups at each time point was performed using a one-way ANOVA
with Tukey’s post hoc test (SPSS for Windows, Rel. 19.0.0. 2010. Chi-
cago: SPSS Inc., USA). HLWB and biomarker data setswere examined
using KruskaleWallis test with Dunn’s multiple comparison test
(GraphPad Prism version 5.03 for Windows, San Diego, California,
USA). Differences were considered signiﬁcant for P < 0.05.
For OARSI score and MAR, the control group was not included
since statistical analysis could not be performed with n ¼ 2. The
OARSI and MAR values were analysed with a two-way ANOVA to
determine the “time effect” and “time by group interaction effect”.
If F-values were found to be signiﬁcant, a paired t-test was applied
and the P-values were adjusted for repeated comparisons by
Holm’s Bonferroni stepdown procedure.ral trabecular bone. Histomorphometric parameters of the MIA-injected knee from the
ted as mean  95% conﬁdence intervals. # Measurement after ALN treatment initiation.
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In vivo micro-CT: subchondral trabecular bone histomorphometry
Effect of pre-emptive ALN treatment
In theMIA-injected knee of the OA group, therewas a signiﬁcant
decrease in BV, BV/TV, and Tb.N, and a signiﬁcant increase in Tb.Sp,
relative to the control group (Fig. 1). Pre-emptive ALN treatment
effectively prevented the early subchondral bone loss and there
was a non-signiﬁcant increase in Tb.N compared to the OA group.
BV, BV/TV and Tb.N did not differ signiﬁcantly between the MIA-
injected knee of the pre-emptive ALN treatment group and the
control group. The Tb.Sp in the ALN group was signiﬁcantly lower
relative to the OA group, and signiﬁcantly higher relative to the
control group.Fig. 3. Effect of delayed ALN treatment (started 6 weeks after OA induction) on tibial subch
the OA and the ALN groups and the right knee of the control group are shown. Results ar
initiation. *P < 0.05, **P < 0.001, and ***P < 0.0001.Effect of early ALN treatment
After 6 weeks of OA induction, there was no signiﬁcant differ-
ence in BV and BV/TV in the MIA-injected knee of the OA group
relative to the control group (Fig. 2). However, Tb.Th and Tb.Sp
were signiﬁcantly increased; whereas, Tb.N was signiﬁcantly
decreased relative to the control group (all compartments). The
MIA-injected knee of the early ALN treatment group did not show
signiﬁcant differences in BV/TV and Tb.Th compared to the OA
group. However, BV was signiﬁcantly increased (medial compart-
ment), Tb.N was signiﬁcantly increased (all compartments), and
Tb.Sp was signiﬁcantly decreased (all compartments). Compared to
the control group, Tb.N and Tb.Sp from the MIA-injected knee in
the early ALN treatment group were not signiﬁcantly different
(Fig. 2); however, BV, BV/TV, and Tb.Th were signiﬁcantly
increased.ondral trabecular bone. Histomorphometric parameters of the MIA-injected knee from
e reported as mean  95% conﬁdence intervals. # Measurement after ALN treatment
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After 10 weeks (4 weeks after ALN treatment initiation), there
was no signiﬁcant difference in the histomorphometric parameters
in theMIA-injected knee (all compartments) between the OA group
and the ALN treatment group (Fig. 3). In the OA group relative to the
control group, Tb.N was signiﬁcantly decreased, whereas Tb.Th and
Tb.Sp were signiﬁcantly increased (all compartments). In the
delayed ALN treatment group compared to the control group, BV
(medial compartment), Tb.Th, and Tb.Sp (all compartments) were
signiﬁcantly increased. Tb.N was signiﬁcantly decreased compared
to the control group only in the lateral compartment.
Effect of ALN on HLWB
In the OA group, the HLWB of the MIA-injected limb was
signiﬁcantly decreased on day 1, 3, (P < 0.001 for both) 5, and 7
(P< 0.05 for both) compared to its baseline value on day1 (Fig. 4).
Compared to the control group, the OA group showed a trend to-
wards decreased weight-bearing on the MIA-injected limb from
day 1 to day 7, with signiﬁcant difference in HLWB between the OA
and control groups observed on day 3 (P < 0.05). Pre-emptive ALN
treatment signiﬁcantly prevented the decrease in weight-bearing
of the MIA-injected knee on day 1, 3, and 5 (P < 0.05, P < 0.001,
and P < 0.05, respectively, compared to the OA group). There was
no difference in HLWB between the ALN and the control groups at
any time point. There was no change in HLWB of rats in the ALN
group over time, similar to the control group.
Effect of ALN on microscopic cartilage changes
There were no OA-like microscopic cartilage changes in the
tibiae of the control group and in the contralateral control knees of
OA and ALN treatment groups, at any time point (Fig. 5). In theMIA-
injected knee of the OA group, after 2 weeks there was loss of
proteoglycan, mild chondrocyte degeneration, and cartilage ﬁbril-
lation in the tibial articular cartilage. Formation of small osteo-
phytes was evident in all the six rats. In the MIA-injected knee of
the pre-emptive ALN treatment group the proteoglycan loss and
chondrocyte degeneration were less severe compared to the OA
group and the cartilage was intact. Small osteophytes were present
in ﬁve out of six rats.Fig. 4. Effect of pre-emptive ALN treatment on rat HLWB. Pre-emptive ALN effectively
prevented decreased weight-bearing of the OA knee on day 1, 3 and 5 after MIA in-
jection. Results are reported as mean  95% conﬁdence intervals.
a ¼ HLWB difference over time compared to baseline value of the OA group (P < 0.001
for day 1 and 3 and P < 0.05 for day 5 and 7 respectively).
b ¼ OA vs control (P < 0.05). *P < 0.05 OA vs ALN, ***P < 0.001 OA vs ALN.After 6 weeks, the MIA-injected knee from both the OA and the
early ALN treatment groups showed loss of proteoglycans, branched
vertical ﬁssures with chondrocyte necrosis, chondrocyte cluster
formation, subchondral bone sclerosis and osteophyte formation.
However, in the early ALN treatment group the osteophyte was in
the form of cartilaginous outgrowths without bony transformation
(Fig. 5). After 10 weeks both the OA and the delayed ALN treatment
groups showed severe proteoglycans loss, chondrocyte necrosis,
chondrocyte clusters, extensive cartilage matrix loss, exposure of
sclerosed subchondral bone andmineralised osteophytes (Fig. 5). At
6 and 10 weeks, cysts were observed in four out of six rats in the OA
group and in three out of six rats in the delayed ALN treatment
group. In both the OA and ALN group subchondral bone, normal
haematopoietic bone marrow was replaced by ﬁne ﬁbrous stroma
containing spindle cells. The subchondral plate was breached in
focal areas with reparative tissue including ﬁbrocartilage.
The OARSI scores of the OA group were signiﬁcantly higher at 6
weeks (P < 0.001) and 10 weeks (P < 0.01) compared to 2 weeks
after MIA injection. Similarly, the OARSI scores of the early ALN
treatment and the delayed ALN treatment group were signiﬁcantly
higher compared to the pre-emptive ALN treatment group
(P < 0.001 and P < 0.05 respectively). The OARSI scores did not
differ between the OA group and the ALN treatment group at any
time point [Fig. 6(A)].
Effect of ALN on subchondral trabecular bone MAR
The MAR of the OA group was signiﬁcantly increased at 2 weeks
compared to 6 and 10 weeks in the medial (P < 0.0001, P < 0.01),
lateral (P ¼ 0.001, P < 0.01) and total (P < 0.0001, P < 0.001)
compartments. The MAR of the pre-emptive ALN treatment group
was signiﬁcantly increased compared to the early ALN treatment
and the delayed ALN treatment groups in all the three compart-
ments (P < 0.001 for all). Pre-emptive ALN treatment signiﬁcantly
decreased the MAR which was increased in the OA group at 2
weeks in the medial (P < 0.01), lateral (P < 0.01) and total
(P < 0.0001) compartments [Fig. 6(B)].
Effect of ALN on serum COMP, CTX-I and urine CTX-II
Figure 7 shows the levels of serum COMP, serum CTX-I and urine
CTX-II of the OA group, the ALN treatment group and the control
group, after 2, 6, and 10 weeks of OA induction. In all the three
groups there was statistically signiﬁcant decrease in the serum
COMP, CTX-I and urine CTX-II levels over time (P < 0.05). In the OA
group compared to the control group, there was a non-signiﬁcant
increase in serum COMP, CTX-I and CTX-II levels after 2, 6, and 10
weeks of OA induction. Pre-emptive ALN treatment, early ALN
treatment and delayed ALN treatment signiﬁcantly decreased the
serum CTX-I levels similar to the levels in the control group. In
contrast, ALN treatment (pre-emptive, early, and delayed) did not
have a signiﬁcant effect on serum COMP and urine CTX-II levels.
Discussion
Trabecular bone microarchitecture is an important determinant
of bone quality18, and changes in microarchitectural properties
have been reported previously in human OA26e28 and animal
studies29e31. In the present study, decreased BV and BV/TV was
observed after 2 weeks, followed by increased BV, BV/TV, Tb.Th,
Tb.Sp and reduced Tb.N at 6 and 10 weeks after OA induction. Pre-
emptive ALN treatment prevented subchondral trabecular bone
loss and preserved subchondral trabecular microarchitecture
(Suppl. Table 1). Early ALN treatment maintained subchondral Tb.N
and Tb.Sp (Suppl. Table 2), and delayed ALN treatment maintained
Tb.N (Suppl. Table 3). This suggests that pre-emptive ALN treatment
has the most beneﬁcial effect on subchondral trabecular bone
Fig. 5. Articular cartilage and subchondral boneofmedial tibial plateau fromcontrol, OA, andALN treatment groups after 2, 6, and10weeks (right tibia). Progressive cartilage degradation
wasevident in theOAgroup. Lossof trabeculaewasobservedafter 2weeks (square) followedbysubchondral bone sclerosis after6 and10weeks.Progressiveosteophyte formation (arrow)
was evident at 2, 6, and 10weeks after OA induction. In the pre-emptive ALN treatment group therewere less severe proteoglycan loss and less chondrocyte necrosis compared to theOA
group. Pre-emptive treatment did not have a signiﬁcant effect on the cartilage or osteophyte formation; however it prevented loss of subchondral trabeculae. Early ALN treatment
(treatment started 2 weeks after OA induction) and delayed ALN treatment (treatment started 6 weeks after OA induction) did not prevent cartilage degradation or subchondral bone
sclerosis. However, in the early ALN treatment group the osteophytes were in the form of cartilaginous outgrowths without bony transformation. Original magniﬁcation 40.
Fig. 6. (A) OARSI scores of OA, pre-emptive ALN, early ALN, and delayed ALN groups. ALN treatment did not have a signiﬁcant effect on OARSI score. Results are reported as
mean  95% conﬁdence intervals. (B) Tibial subchondral trabecular bone MAR of OA, pre-emptive, early ALN, and delayed ALN groups. In the OA group, MAR was signiﬁcantly
increased at 2 weeks compared to, 6 and 10 weeks after OA induction. Pre-emptive ALN treatment signiﬁcantly decreased MAR whereas; early ALN and delayed ALN treatment did
not have a signiﬁcant effect on MAR. Results are reported as mean  95% conﬁdence intervals. **P < 0.01.
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Fig. 7. Serum COMP, CTX-I, and urine CTX-II levels of the OA group, pre-emptive ALN, early ALN, delayed ALN treatment groups and control group. The pre-emptive, early, and
delayed ALN treatment did not have a signiﬁcant effect on serum COMP and urine CTX-II levels. However, they signiﬁcantly suppressed serum CTX-I levels observed in the OA group.
Results are reported as mean  95% conﬁdence intervals. *P < 0.05 and **P < 0.01.
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treatments (early and delayed ALN treatment). The present study,
demonstrates the time-dependency of the beneﬁcial effects of ALN
on the subchondral trabecular bonemicroarchitecture, using in vivo
micro-CT in a low-dose MIA rat model. A similar dependence on
time point of bisphosphonate-treatment initiation on bone
microarchitecture was observed in a postmenopausal rat model of
OA, with ovariectomized rats treated with ALN14, and in osteopo-
rosis studies, with ovariectomized rats treated with zoledronic
acid19,32. It is important to note that there was an increase in bone
histomorphometric parameters, and bone and cartilage turnover
rate over time due to normal growth of the rats. However, since all
the rats were of the same age and the OA group and control group
were compared against an age-matched control group of rats, the
results from our study were not confounded by the age of rats.In the present study, we did not observe signiﬁcant improve-
ment in cartilage degradation after 2 weeks of ALN treatment in the
pre-emptive ALN group. This could be due to the fact that not
enough time has elapsed to actually observe a beneﬁcial effect of
ALN on cartilage degradation. In our study, although ALN treatment
did not have a signiﬁcant effect on OARSI score, we observed less
severe loss of proteoglycans and chondrocytes in the pre-emptive
ALN group. This suggests that pre-emptive ALN treatment has a
moderate effect on cartilage degradation in this animal model.
Hayami et al. reported similar observations in a rat anterior cruciate
ligament transection (ACLT) model of OA in which a clinically
relevant dose of 30 mg/kg/week ALN completely inhibited the
early bone loss at 2 weeks but did not have a signiﬁcant effect
on cartilage degradation. However, they found that a high dose of
240 mg/kg/week ALN prevented bone loss and had partial
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rabbit ACLT model, Zhang et al. showed that 70 mg/kg/week ALN
treatment protected the cartilage and improved subchondral bone
architecture by preventing increased subchondral bone resorption
at the early phase of OA13.
A dosage of 30 mg/kg/week of ALNwas used in the present study.
At this dose, ALN has been shown to completely prevent bone
resorption in ovariectomized rats and is suggested to be close to the
clinical dose of ALN used to treat human osteoporosis11. Higher
doses of bisphosphonates may be beneﬁcial to both cartilage and
bone in OA; however the effect of continuous suppression of bone
turnover after long-term use needs to be determined. Supra
physiological doses of ALN and risedronate have shown to suppress
bone turnover by 90e95% in the vertebrae and increase micro-
damage accumulation in beagles33.
In our study, ALN did not have a signiﬁcant effect on osteophyte
formation, even though early ALN treatment seemed to slow down
osteophyte formation, which was not fully mineralised (Fig. 5).
Another pre-clinical study reported that ALN did not have a statis-
tically signiﬁcant effect on osteophyte score12. A few pre-clinical
studies have shown that ALN can inhibit osteophyte formation
however, in those studiesALN treatmentwas initiatedpre-emptively
or high dose of ALN was used11,13,34,35. In a clinical trial, Neogi et al.
showed that ALN reduced the progression of spinal osteophytes in
OA10. However, the spinal radiographic changes in that study were
subtle and may not have a major clinical relevance36.
OA is characterised by painful joints. In our study the rats
injected with low-dose MIA showed signiﬁcant decrease in HLWB
up to day 7, and pre-emptive ALN treatment signiﬁcantly prevented
the decrease in HLWB. Increased bone turnover and subchondral
bone pathology observed at 2 weeks in the OA group rats
coincide with decreased HLWB. In the MIA rat model, the iodoa-
cetate injection causes early phase neuropathy, which could be the
cause of pain37. Moreover, subchondral bone structural pathology
has been shown to be associated with knee pain in OA9,38. Carbone
et al. reported that ALN treatment decreased subchondral bone
attrition and reduced knee joint pain in postmenopausal women
with OA9. Risedronate has also been shown to non-signiﬁcantly
improve OA joint pain score from baseline7.
In the present study, the prevention of subchondral bone pa-
thology by ALN treatment could have resulted in alleviation of
weight-bearing deﬁcits in the low-dose MIA-induced OA rats. It is
also possible that the direct analgesic property of ALN could have
caused the alleviation of weight-bearing deﬁcits found in those
rats. Our observation for HLWB in the pre-emptive ALN group is
consistent with a recent study in which pre-emptive treatment
with zoledronic acid signiﬁcantly and dose-dependently reversed
weight-bearing deﬁcits in a high-doseMIA ratmodel16. A limitation
of our study is that wewere unable to follow early and delayed ALN
treatment effects on HLWB, as it became increasingly difﬁcult to ﬁt
the growing rats in the incapacitance tester. This would have given
additional information regarding ALN efﬁcacy on chronic pain.
Pre-emptive ALN, early ALN and delayed ALN treatment signif-
icantly decreased bone turnover rate; however, ALN treatment did
not have any effect on cartilage turnover. Human OA has been
shown to be associated with increased levels of serum COMP, CTX-I
and CTX-II39,40. Hayami et al. reported similar effects of ALN (30 mg/
kg/week) on COMP, CTX-I and urine CTX-II in OA rats11. As
mentioned earlier, high doses of ALN may be required to see a
signiﬁcant effect on cartilage as shown by Hayami et al. using
240 mg/kg/week ALN11.
Another limitation of our study is that the follow-up of pre-
emptive and early ALN treatment until the advanced stages of OA
ismissing. A longer-term follow-up couldhave revealed a signiﬁcant
effect of ALN on cartilage and osteophyte formation as observed inother studies11,12. However, our study design allowed us to deter-
mine the effect of ALN treatment on histological changes in the
cartilage at early, intermediate, and advanced stages of OA.
Conclusions
Subchondral bone plays an important role in the pathophysi-
ology of OA and ALN prevented increased bone turnover and pre-
served the structural integrity of subchondral bone in experimental
OA. Our study indicates that the time point of treatment initiation is
crucial for treating OA and treating both the subchondral bone and
cartilage in OA would be clinically more beneﬁcial.
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